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Blacksburg, Virginia. I have worked in the field of plant molecular biology for over 10 years. A 
copy of my curriculum vitae is attached as Exhibit A. 

3. I have read and am familiar with the contents of the application. The claims 
currently under examination are drawn to a method of identifying homologous recombination in 
plant cells. As I understand it, the claims have been rejected as allegedly too broad. The Examiner 
alleges that it would require undue experimentation to develop and evaluate methods of 
identifying homologous recombination in plants cells with a genetic construct that does not 
contain a selectable marker gene. In particular, the Examiner contends that the claims are only 
enabled for a method that involves an additional step of identifying transformed plant cells by 
culture on a selective medium prior to the step of detecting the presence of reporter activity in 
the plant cells. Li this Declaration, I will present additional data that a selection step is not 
required prior to screening for reporter activity. The work was performed by me or under my 
supervision. 

4. We generated a synthetic RBCSB gene cluster {synthRBCSBS) to investigate 
somatic DNA recombination events. This construct was designed such that the conditional 
expression of a firefly luciferase gene was dependent on a cross-over event between the paralogous 
RBCSB gene. To generate large populations of Arabidopsis seedlings containing the synthRBCSBS 
gene cluster, Col-0 plants were transformed using a floral vacuum infiltration method using 
GV3101 containing pJGJ205. To maximize the likelihood of obtaining luc+ seedlings derived firom 
independent recombination events, the plant transformation and seed collection protocols were 
organized to maximize independent seed lots. Each pot of TO Col-0 plants was infiltrated once 
every seven days for three weeks and then placed in trays until all inflorensences turned brovra.. 
Each infiltration experiment consisted of 3 trays containing 17 pots with 9 plants per pot 
(approximately 460 TO plants per infiltration). To insure the isolation of independent Tl seedlings, 
Tl seeds were collected from each tray into three independent lots, resulting in at least nine separate 
Tl seed lots. 
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5. To determine the approximate number of transformed seedlings in the Tl 
generation, a representative sample (1 10 mg) of each Tl seed lot was surface sterilized with 50% 
bleach and plated on 0.5 X MS media containing IX Gamborg's B5 Vitamins and 50 ^ig/ml 
Kanamycin Sulfate (AgriBio, North Miami, Florida); the observed number of Kmr seedlings was 
used to determine the frequency of Kmr seedlings per mg seed in each lot. These values were used 
to estimate the total number of Kmr seedlings observed in the luciferase screen, and provides a basis 
for estimating the transformation frequency for the experiment described here. This does not 
constitute a selection step performed prior to screening for activity. The frequency of T-DNA 
transformation varied from lot to lot and ranged from 0.7-8.9 x 10"^ which is similar to that 
obtained by others. 

6. Luciferase positive seedlings were identified as follows. Approximately, 150-200 
mg of seed (approximately 7,500 to 10,000 seed) were evenly distributed on a 20 cm x 20 cm 
piece of Whatman 3MM chromatography paper resting on felt pads saturated with 50 ml of IX 
Hoaglands Solution in a Jiffy half tray with dome. Trays were incubated for two nights at 4** C 
and then incubated under fluorescent lights on a 16 hour light 8 hour dark cycle for five to seven 
days. Each tray was assayed for in vivo luciferase activity and luciferase positive seedlings were 
isolated. Each screening session included one tray containing about 10-20 transgenic 
AtJGJ204.7 seedlings, containing the full length RBCSIB promoter RBCS1B::LUC gene fusion, 
to serve as a positive control for the luciferase imaging equipment. Genomic DNA from 
luciferase positive plants was isolated by the CTAB method for plant genomic DNA to 
characterize chimeric genes present in the luciferase-positive seedlings. The screen of the plants 
infiltrated with the plasmid comprising the using synthRBCSBS gene yielded sixteen luciferase- 
positive seedlings identified from 5.9 milhon seedlings. Of these, nine were formed by 
homologous recombination between paralogous RBCSB sequences associated with T DNA 
integration. 
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7, In summary, the experiments described here provide additional data that a selectable 
marker is not required in order to identify plants that exhibit reporter activity in which homologous 
recombination has occurred. 

8. All statements herein made of my own knowledge are true and statements made on 
information or belief are believed to be true. 



Dated: 



John Jelesko, Ph.D. 
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